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(57) Abstract 

The method to rapidly retrieve potentially active analogs of a lead compound according to the invention generates and screens from a 
large database of 3D multiconformational fingerprints of chemically feasible combinatorial products mainly by linking radicals temporarily 
to a bulky spacekeeper group, registering 3D models of the radicals in a combinatorial ghost database, for any molecular structure that is 
accessible within the ghost database, detecting any atom that displays physical property features of the pharmacophoric type; for the pairs 
of pharmacophores detected in each molecular structure, calculating all the distances between the involved atoms in every conformation 
of this molecule and creating a distance distribution density; generating a conformational fingerprint vector that contains all the distance 
distribution densities of the pairs of pharmacophores; defining a scoring function for each molecular fingerprint according for the relative 
importance of the pharmacophoric features; generating the fingerprints for the lead compound and comparing these fingerprints to each 
fingerprint of the potential library according to the above scoring function as maximized for the lead, and retrieving the molecules of the 
potential library for which the scoring function gives score values less than a specified threshold. 
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METHOD OF VIRTUAL RETRIEVAL OF ANALOGS OF LEAD COMPOUNDS. 

The invention relates to the combinatorial chemistry, and methods to synthesize 
and retrieve combinatorial products with the expected biological or physical properties, 
5 and more specifically to the molecular data management strategies, and more 
specifically to the molecular data management strategies applied in order to enhance the 
success rate of the discovery process of active compounds. 

Computational approaches used to restrain the number of possible candidates to 
be subjected to activity tests, such as Virtual Screenings algorithms, which evaluate 

10 similarity scores between each compound of a database and the reference or lead 
compound and retrieve such molecules, are already known. In particular, prediction of 
structures of active analogs, starting from a learning set of compounds of known 
biological activities is a research field in full development, where many different 
approaches have been reported and tested, such as the simulation of the "docking" of a 

15 ligand in a receptor site (Ajay & Murcko, J.Med.Chem., 388, pp. 681, 1995) or the free 
energy perturbation approaches (Kollmann, Chemical Revue 1993, pp. 2395, 1995), or 
the screening 3D approaches (Tripos Technical Notes, Vol.1, Nr.2 - Molecular Diversity 
Manager, October 1995, as well as the program Cerius2 Drug Discovery Workbench 
from "MSI" Inc. Molecular Simulations Incorporated). 

20 However, the instant problem to be solved is the retrieval of potentially active 

analogs that have a similar pharmacophoric distribution to the one of molecules of 
biological activity out of the large collection of hundreds of millions of combinatorial 
products, synthesized on hand of building blocks of a reference library and of available 
chemical know-how, in order to select a biased sublibrary having a maximum content in 

25 active compounds and which can be synthesized and tested with respect to the 
presumed biological activity. 

Prior art approaches are either too time-consuming or non-realistic in order to 
provide both fast and accurate retrieval of active analogs that are chemically feasible. 

Recently published 2D approaches can be used to describe large libraries of 

30 molecules in term of connectivity descriptors, such as the issue by Higgs, Bemis, 
Watson & Wikel in J.Chem.lnf.Comp. Sci. Vol 37 n°5, pp. 861, 1997. However they do 
not account for geometrical and conformational aspects. Besides, approaches which 
analyze the molecular connectivity of large sets of candidates, are often flawed by their 
lack of realism in the description of the molecules. 
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More realistic approaches, like Tripos's approach, called « COMFA » 
(Comparative Molecular Fields Analysis), require an unambiguous superposition of the 
compared molecules, i.e. only fairly similar compounds (compounds having a common 
"template" or skeleton) can be meaningfully compared to each other. Furthermore, a 
5 great uncertainty remains on whether the calculated superposition mode of the 
compared molecules is physically relevant with respect to the binding mode to a 
receptor. 

Furthermore, most of the prior art approaches perform retrieval of active 
analogs out of more or less random collections of products which oftenly leads to 

10 situations where the retrieved molecules are not chemically synthetisable, unstable or 
generally inadequate for use as drugs. 

The present invention aims to solve these problems and propose a new 
approach based on an optimized trade-off between the degree of realism of the 
description of the molecules and the rapidity of retrieving them, by generating potential 

15 libraries that encode 3D multiconformational information under the form of 
pharmacophore fingerprints of combinatorial products, and screening of these libraries 
by using scoring functions with a number of parameters specifically chosen. 

More precisely, the object of the present invention is a method for rapidly 
retrieving similar, and therefore potentially active synthetic analogs of a lead compound, 

20 given a reference library of building block compounds and the synthesis protocols for the 
combinatorial synthesis of the analogs, wherein, at a first stage, the tens to hundreds of 
millions of chemically feasible combinatorial products are enumerated on the basis of 
available Building blocks and synthesis protocols; at a second stage the fingerprints of 
these compounds are generated on the basis of their 3D-multiconformational models ; at 

25 a third stage, the combinatorial products corresponding to the best-ranked fingerprints, 
are synthesized and the underlying assumption of the method - that these molecules will 
display physicochemical and biological properties that are similar to the properties of the 
reference molecules - is assessed by subjecting them to appropriate activity tests. 
The method according to the invention comprises the steps of : 

30 - selecting building blocks in the reference library by a chemical filter algorithm 

comprising elementary chemical rules, the selected building blocks being valid reaction 
partners in the chemical processes used in the combinatorial synthesis, detecting their 
reactive centers, and converting their molecular sketches into corresponding "radicals" 
(the substructures that make up the combinatorial products); 
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- building 3D-multiconformational models of the radicals by linking them 
temporarily to a bulky spacekeeper group and submitting the resulting complex to 
conformational sampling run yielding a collection of 3D conformers, then removing the 
spacekeeper in order to ensure that the reactive centers of the conformers are sterically 

5 accessible and its free valency points towards a region of free space previously occupied 
by the spacekeeper; 

- registering these 3D-conformers, after verifying that they comply with certain 
sterical hindrance and conformational diversity criteria, into a 3D-radical database that 
serves as an input for a "ghost database" of combinatorial products, this "ghost 

10 database" comprising an algorithm emulating a database of combinatorial products in 
instantly generating the structure of any such product by linking together the registered 
conformers of the constituting radicals; 

- for any molecular structure that is accessible within the ghost database, 
detecting any atom that displays physical property features of the pharmacophoric type 

15 on the basis of elementary rules accounting for the chemical nature of such an atom and 
the molecular environment in which it is placed, these pharmacophoric features being 
involved in determining the intensity of intermolecular interactions and comprising at 
least some of the hydrophobic, aromatic, hydrogen bond donor, hydrogen bond 
acceptor, anionic and cationic characters, and defining all the possible pairs of these 

20 pharmacophoric features such as (hydrophobic-hydrophobic), (hydrophobic-aromatic), 
(hydrophobic-hydrogen bond donor), etc., until (cation-anion), to be referred later on as 
"bipolar pharmacophores (BPs); 

- for each bipolar pharmacore, calculating the distances between the pairs of 
atoms that represent the given BP, in every conformation of the considered molecule 

25 and creating a distance distribution density characterizing this BP; , 

- generating a conformational fingerprint vector that contains the distance 
distribution densities of all the bipolar pharmacores associated to a current conformation 
of the molecule, calculating an average molecular fingerprint from the conformational 
fingerprints of all the considered conformations and registering this average molecular 

30 fingerprint to constitute and supply a potential library, 

- defining a scoring function to evaluate a measure of similarity between two 
molecular fingerprints, accounting for the relative importance of the pharmacophoric 
features owing to weighting factors that are calibrated in order to maximize a 
discriminative power with respect to different binding affinities; and 
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- generating the fingerprints of the lead compound, comparing these fingerprints 
to each molecular fingerprint of the potential library according to the above scoring 
function and selecting the molecules of the potential library for which the scoring function 
gives score values less than a specified threshold. 
5 In particular embodiments, the weighting factors of the scoring function are 

calibrated in order to maximize the discriminative power between families of ligands of 
different receptors in a so-called « General Diversity paradigm », or to maximize the 
discriminative power between the compounds that bind to a given receptor, in contrast to 
those that have no binding affinity with respect to it, in a so-called « Receptor-Oriented 

10 Diversity paradigm ». 

In a preferred embodiment, the method of the present invention includes, at the 
stage of generating the potential library, preliminary checking steps in order to discard 
the building blocks that can not be used as partners in any of the available synthesis 
protocols, either due to the absence of appropriate reactive groups or due to the 

15 presence of potentially interfering groups that may trigger unwanted side reactions, in 
order to prevent that the generated potential library contain compounds which could be 
formally represented as the coupling products of two BBs, but which for chemical 
reasons cannot be obtained in that way. 

Furthermore, the chemical filter algorithms are not restricted to the recognition 

20 of reactive functional groups or interfering groups, but may include reactivity prediction 
models that use a set of original descriptors encoding the influences of electronic, steric 
and field effects on the reactive center, and which can be calibrated to optimally fit 
experimental reactivity data collected during the organic synthesis tests performed 
during the development of new synthetic protocols. 

25 Therefore, a large majority of the molecules composing the "potential library" 

are actually synthetisable and represent pharmacologically acceptable species (without 
"exotic", very reactive or unstable groups), with the direct consequence that a majority of 
analogs retrieved by the virtual screening of the invention can be synthesized with little 
effort. 

30 The method according to the present invention allows to design biased libraries 

that include the herein retrieved analogs, to synthesize these biased libraries and to 
evaluate the activities of their products. Furthermore, the herein generated structure- 
activity data can be used in order to improve the parametrization of the scoring function 
or to initiate new predictive approaches such as neural networks or decision trees, able 
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to estimate the required activity of the molecule on the basis of its fingerprint. 

Such data-mining approaches process previously collected structure-activity 
data, searching for relevant features that differentiate the active from the inactive 
compounds. In particular, hit-enriched sublibraries may be obtained by using a recursive 
5 partitioning method, consisting in establishing a classifying scheme representing the 
biological activity of a molecule, using the bipolar pharmacophore fingerprint vector as 
molecular descriptor. Prior use of the recursive partitioning method in the discovery of 
active compounds mostly relied on the use of 2D and 3D molecular descriptors which do 
not encode the pharmacophore properties of compounds and are therefore less relevant 
10 with respect to biological activity. 

There are several advantages of present approach, in contrast to other drug 
design strategies and information management schemes in combinatorial chemistry. 

The method according to the present invention can be integrated to a discovery 
paradigm that does no longer need a primary, "blind" screening of a compound library, if 
15 at least one ligand structure is known for the studied receptor. 

Such paradigm includes the steps of generating and updating the potential 
library of fingerprints of combinatorial compounds, retrieval of potentially active analogs 
that are similar to known ligands, with respect to their pharmacophore fingerprints out of 
this potential library, on the basis of the « General Diversity » paradigm, and design of a 
20 biased sublibrary, synthesis of the biased library and identification of active compounds, 
training and adjusting the parameters in order to define the « Receptor-Oriented 
Diversity » scoring function, or to use a data-mining approach in order to uncover the 
fingerprint element that are most relevant for the activity, retrieval and synthesis of other 
potentially active analogs according to the previously calibrated scoring function or to the 
25 method resulting from data-mining. 

The screening of the conformer library can also be performed by recursive 
partitioning, when additional biological information is available on the lead compounds, 
as detailed below. 

The potential library is directly linked to the building block stock databases, and 
30 updated in function of the changes in available building blocks and validated chemistries; 
this is a net advantage over the concept of virtual libraries which contain more or less 
random selections of compounds that may or may not be chemically feasible and/or 
pharmacologically interesting. 

The build-up of the fingerprints stored in the potential library takes profit of the 
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extremely fast access to the multiconformational models of the combinatorial products 
from the combinatorial ghost database, which precludes the need of an explicit 
generation of three-dimensional for the up to 100 million product molecul s; using one of 
the fastest conformational sampling programs, such the software "Catalyst" of MSI 
5 (Molecular Simulations Incorporated) that is claimed to process up to 10.000 compounds 
per 24 CPU hours, largely more than 1000 days would be required to complete such a 
task. 

The combinatorial ghost database offers immediate access to the 
multiconformational models of any combinatorial product and instantly generates them 
10 by linking together the registered conformers of the radicals that constitute this product, 
and performing a 2 or 3-step torsional angle driving around the newly formed bond. The 
obtained conformers of the product are free of interatomic clashes, due to the 
precautions taken when modeling the radicals prior to their registration in the ghost 
database. 

15 An explicit check of the quality of the geometries obtained by the coupling is 

nevertheless performed, in spite of those precautions. This operation is hardly more 
time-consuming than the input of molecular data files of the product : access to the 
structures of (MxN) combinatorial products of a combined type that can be obtained out 
of M BBs of a first type and N BBs of a second type is gained at the cost of a 

20 conformational sampling effort required to obtain the 3D-models of the (M+N) BBs. 

The generated fingerprints represent distance distribution densities between 
pairs of atoms matching a pair of given pharmacophoric features. The rule-based 
identification of the atoms displaying given pharmacophoric features being very fast, the 
generation of the fingerprints of 100 million compounds would take some tens days 

25 depending on the processor operating system and its peripheral, for instance an 
estimated 20 to 30 days on a Unix workstation. They can be used to describe individual 
conformations, molecules, as well as collections of molecules within a unified formalism. 
Histograms corresponding to these fingerprints can be straightforwardly plotted and 
interpreted. 

30 Another object of the invention is a "potential" library of potential combinatorial 

product fingerprints, wherein each potential combinational product is represented by its 
molecular fingerprint vector obtained as disclosed here above, and by identification 
codes of the two radicals that compose this product. 

Other advantages and features of the present invention will be disclosed in the 
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hereafter detailed description of non limitative embodiment in reference with the 
annexed figures which respectively show : 

- Figure 1, a schematic flowchart of a first steps series of an exemplified method 
according to the invention and relative to a chemical algorithmic filter to select couples of 

5 radicals; 

- Figure 2, a schematic flowchart of the following step series of such a method 
relative to a geometrical algorithmic filter to provide and register 3-D models of the 
radicals as input to a ghost data base; 

- Figure 3, the screening of a focused library for binding to DAT; 
10 - Figure 4, the general formula (I) 

- Figure 5, the structure of compounds (A)-(D) 

- Figure 6, the structure of compound S1 ; 

- Figure 7, the structure of compounds (E)-(K) 

- Figure 8, the similarity scores with respect to reference ligands: On Y - the log 
15 Kj of the molecules, presumed to be a large positive value for the inactives, on X - the 

ranking of the compounds in function of their similarity, score with respect to the 
reference. Ideally, the molecules with the lower log Kj values should be ranked first. 

The construction of potential libraries according to the invention relies on the 
collection of building blocks, referred as BB, currently available from a library and a set 
20 of synthesis protocols, both of which are regularly updated. Each such update 
automatically triggers the update of the potential libraries. A database containing the 
molecular 2D-sketches of BB, furnishes a description of the molecular connectivity of the 
BB. 

Each synthesis protocol preferably requires, in the initial BB molecules, the 
25 presence of appropriate functional groups and the absence of potentially interfering 
reactive groups which may lead to side reactions. A preliminary algorithm selects its 
required molecules in respect of their chemical compatibility defined in each "reactivity 
profile" depending on the considered synthesis protocol, the chemical properties of the 
ligands of the receptor or the binding ability to the receptor. Such an algorithm is in the 
30 scope of the art of the skilled person. 

Furthermore, each synthesis protocol may involve functional "transformers" to 
be appended to a first BB, prior to its coupling to a second BB. Thus, the chemical 
reactions hereafter considered are: 

- either direct coupling processes between building blocks, such as for instance, 
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with Ri-COOH as a first BB, and H 2 N-R2 as a second BB: 

Rl-COOH + H 2 N-R2 -> RI-CO-HN-R2 + HOH 

- or coupling with a functional transformation of the first BB prior to the coupling 
to the second BB, such as in: 

RI-IMH 2 + Im-CO-lm -+ RI-NH-CO-lm + Him (lm=imidazole) 

RI-NH-CO-lm + H 2 N-R2 -» R1-NH-CO-NH-R2 + Him 

Transformers (the carbonyl group -C(=0)- in the above example) replace the 
original reactivity by a new one, opening the possibility to use the modified BBs in 
synthesis that are not feasible with the original ones. 

A first algorithmic filter, referred to as the chemical filter, is implemented in order 
to check whether each BB qualifies for a given reaction, according to reactivity 
specifications listed in the corresponding synthesis protocol. 

The chemical filter is used to select two subsets of BBs of type A and 
respectively B, which are considered to be valid reaction partners, to yield products of 
the type A-T-B, with T being the transformer, if any, required by the considered chemical 
assembly strategy.. It involves preliminary steps to « clean » the BBs in removing 
accompanying counterions and cutting away the leaving groups to form radicals in which 
the reactive center is identified as such. 

An example of a chemical filter 1 is illustrated in figure 1. It comprises the 
following steps : 

Step 1 : scanning the so-called "reactivity profile" of the current synthesis, in 
order to input : 

the specified required groups that make the synthesis possible and 
the interfering groups that may get involved in unwanted concurrent 
processes, in terms of the type of the reactive center or the degree of 
substitution of nucleophilic centers (e.g. primary and secondary 
monoaromatic amines), 

the protective groups that are eliminated, the transformer groups that 
need to be added, 

threshold criteria regarding the number of rotatable bonds and the 
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molecular mass of BBs 
and then specifying and opening the BB files to be input to the chemical filter. 
Step 2 : checking if the selected BB contains a single molecule and deleting th 
counterions defined as connex subgraphs of lower size than the one representing the 
5 main compound (such as R-NH 3 + ,/CI') if any; 

Step 3 : checking the presence of any interfering groups in the selected BB that 
should trigger secondary processes, and discarding such current BB; 

Step 4 : checking the presence of the required functional groups in the BB, and 
figuring out which atom, called hereafter the reactive center, is involved in forming a 
10 bond with the second BB. A part of the BB, called the "leaving group", is eliminated 
during the reaction to prepare the reactive center to be linked, the step detecting and 
deleting the corresponding fragment. 

For example : in a carboxylic acid in an amidification process, the leaving group 
-OH is deleted and the reactive center is set at the carboxyl carbon: R-C(=0)-OH -> R- 
15 C*(=0)-, * labels the reactive center. 

If the BB contains several potentially reactive groups, then all the possible 
reactive centers are enumerated and a selection of the correct one is conducted with 
auxiliary software or routine rules implemented by the skilled person, or the compound is 
discarded; if no reactive group is found, the compound is also discarded. 
20 Step 5 : if a functional transformation is specified due to the fact that another 

reactive center is considered to be more tunable to the synthesis, the transformer 
fragment is attached to the previously detected reactive center and a new reactive 
center is located at the atom of the transformer fragment that will form a bond with the 
BB, as, for example, with a reaction of the type: 

25 

R-HN*-+-C(=0)- -» R-HN-C*(=0)- 

Thus, the chemical filter transforms the raw structures of the BBs into 
corresponding fragments as they appear in a final product, in detecting the reactive 
centers, deleting the leaving groups and coupling to a transformer moiety when required. 
30 These fragments are referred to as "radicals" which are liable to be reaction partners 
referred to as SI and S2, one of the valencies of the reactive center is labeled as the free 
valency, to be used for coupling with the partner radicals in order to obtain the final 
products. 

In the following rule-based algorithm II, a geometrical filter as illustrated in 
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figure 1, the construction of 3D-geometries from conformational sampling of selected 
radicals, are carried out such as to ensure that, in resulting geometries, the reactive 
centers of the radicals are sterically accessible, e.g. the free valency points towards a 
region of free space, in order to ensure that any radical can be concatenated with 
partner radicals without any clashes between the linked moieties which form the final 
product. 

In order to achieve this, a bulky "spacekeeper" group linked to the selected 
radicals is used in connection with the conformational sampling. In the present 
embodiment (figure 1), the following steps are carried out. 

Step 6: hydrogens being added to the heavy atom skeleton of the sketches of 
each radical, 6 pharmacophoric features: aromaticity, hydrophobicity, hydrogen bond 
donor or acceptor property, positive and negative charge of every atom, are checked 
and listed, considering the specific chemical groups involved and more particularly that 

- aliphatic amino groups are under cationic form, while aromatic amines are taken 

as neutral; 

- a special flag is used to signal the presence of imidazole rings, which may 

appear under physiological conditions, at neutral pH, under both 
protonated or unprotonated form, 

- carboxylate, sulphonate, phosphate groups and tetrazoles are considered to be 

anions. 

Step 7 : the 2D-sketch of the radical is anchored with its free valency to the 
following bulky spacekeeper group, the tris(triiodosilyl) methyl-entity: 

R-HN-C*(=0)-+-C(Sil 3 ) 3 -> R-HN-C(=0)-C(Sil3)3 

Step 8: the resulting 2D-sketch of this compound is submitted to a 
conformational sampling run, performed for instance by the "Catalyst" MSI software, 
yielding a collection of possible conformers of this compound. 

Step 9: for each of the conformers obtained at step 8, the spacekeeper moiety 
is now severed and deleted, restoring the free valency of the radical which now points 
towards the empty region previously occupied by the spacekeeper, 

Advantageously, steric hindrance criteria are then performed in order to check 
whether the spacekeeper strategy has managed to insure an appropriate accessibility 
for the reactive center for every conformation. Conformational diversity criteria are then 
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applied in order to check whether the obtained geometries differ enough from each other 
in order to justify their simultaneous storage, such as for instance: 

a comparison of the interatomic distances in the different conformations in order to 
make sure that the retained conformers are not redundant, 
5 - an energy criterion discarding higher-energy conformers found to have an almost 
identical geometry with respect to lower-energy conformations. 

At step 9, for each retained conformer, a coordinate transformation in a 3- 
Dimensional OXYZ reference system is performed, in order to place the reactive center 
in the origin of the reference system and to align the free valency along the Z-axis. The 
10 coordinates of the conformers are stored. 

Step 10: a list of all the potential compounds that are obtained by first coupling 
each radical S1 of a first set with every one of its partners S2 is then generated. 

This list serves as input for the fingerprint calculation of the products, being 
submitted as a query to the ghost database routines which effectively manage the 
15 "combinatorial explosion" of the product structures, by linking every conformer of the 
radicals of a first type to every conformer of the radicals of a second type, performing a 2 
or 3-step torsional angle driving around the linkage bond, and submitting the such 
obtained product conformers to a fingerprint calculation module that evaluates the 
distances within the pharmacophoric pairs of the so generated conformer, as described 
20 in more details in the following ; 

- in step 11, looping over all pairs listed at step 10, current pairs of radicals 
(S1.S2) constituting a combinatorial product are retrieved from the 3D radical database 
in which they had been stored at step 9, together with all their available conformers 
(SlvSIa,...) and respectively (S2i,S2 2 ,S3 3 ,...) and their lists of the pharmacophoric 
25 features of the composing atoms, established at step 6. A new bond is created between 
the reactive centers of these radicals as defined at step 4, by modifying the connection 
tables. The pharmacophoric features of the atoms involved in the new bound are 
reevaluated, since their chemical type have changed due to this chemical 
transformation; 

30 - in step 12, each conformer S1i of the first radical SI is linked with each 

conformer S2j of the second radical S2, in mirroring the coordinates of the latter with 
respect to the XOY plane, and translating them along the Z axis in order to restore the 
correct length of the newly formed bond between S1i and S2j; a 2 or 3-step rotation 
around the new axis is performed. 
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Therefore, the generated number of conformers of the coupling product equal 
the number of conformers of the first radical times that of the second radical, times the 
number of rotations around the newly formed bond; 

- in step 13, in order to construct the distance distribution density of pairs of 
5 pharmacophoric features, a complete set of interatomic distances is evaluated for the 
current conformation of each dimer; for a pair of pharmacophoric features, defining a 
Bipolar Pharmacophore (BP), a distance distribution density histogram of the current 
conformer of the current compound is constructed by classifying the atom pairs which 
match the current BP into distance classes or distance "bins" in function of the 

10 interatomic distance between the two atoms and eventually counting the number of atom 
pairs found in each of the defined distance classes. For example, 12 distance classes 
can be defined as follows : distance class 1 contains all the atom pairs that are less than 
5 Angstrom away, class 2 the atom pairs that are between 5 and 6 Angstrom 
away,..., class i the atom pairs that are between i+3 and i+4 Angstrom away, ..: class 12 

15 the atom pairs that are more than 15 Angstrom away. The assignment of an atom pair to 
a distance class is done in a "fuzz/' manner, in order to avoid classification artifacts. For 
example, an atom pair with a distance of 5.5 Angstrom will be assigned a 100% 
appurtenance to class 2, while a distance of 5.0 Angstrom would cause this pair to be 
equally considered as a member of both classes 1 and 2, with an equal contribution of 

20 50% to each one of them. This classification and counting of pairs in each distance class 
i is repeated for all the possible pairs of pharmacophoric features (fa.fb); 

- in step 14, a generated conformational fingerprint vector describing the current 
geometry is represented, in the present embodiment, with a (6x7)/2xl2=252-element 
vector, where (6x7)/2=21 is the number of combinations that can be obtained with the 6 

25 pharmacophoric features fl to f6 introduced supra (aromatic-aromatic, aromatic- 
hydrophobic, .... anion-anion), and 12 being the number of interatomic distances 
classes. 

Each fingerprint element FP (fa, fb, i), fa and fb being one of the group fl to f6, 
is equal to the number of atoms pairs matching a given pair of pharmacophoric features 
30 (fa.fb) and which are separated by a distance that falls within distance class i, as defined 
in class 13. For example, the element of the fingerprint FP (cation, aromatic, 1 ) counts 
the number of atoms pairs in which one is a cation, the other is an aromatic atom and 
the distance between them falls within the range 4 to 5 Angstroms. 

A molecular fingerprint vector, the Fuzzy Bipolar Pharmacophore 
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Autocoreglogram (FBPA), is obtained by summation of the conformational fingerprints, 
followed by norming this sum with respect to the numbers of considered conformers of 
the product. This fingerprint vector is stored in association with the identification codes of 
the two radicals which compose that product. The collection of all the fingerprints of all 
5 the possible coupling products between all BBs qualifies the initial library synthesis 
processes and defines a potential library. 

The totality of the molecular fingerprint vectors stored on disk as previously 
discussed form the Potential Fingerprint Library (PFL). Steps 1-14 are undertaken each 
time a new chemistry protocol is adopted, opening the access to new combinatorial 

10 products, the fingerprints of which are to be added to the PFL, or are repeated for each 
of the previously available chemistry protocols at regular time lapses, in order to update 
the configuration of the PFL in function of the changes in available Building Blocks in the 
starting materials stock. 

A comparison algorithmic filter IV is then performed to compare the fingerprints 

15 of the reference compounds with each fingerprint of the potential library, by evaluating 
their global similarity score, which is defined as a weighted average of the partial 
similarity scores per feature pair, obtained beforehand by comparing the distance 
distributions corresponding to each pair of features. 

Weighting factors are introduced to represent the relative importance of the 

20 different pharmacophore features, and are the tunable parameters of the method. 
Indeed, the different physical, chemical or biological properties are more sensitive to the 
presence of specific bipolar pharmacophores than others : the similarity of two 
compounds with respect to given feature pairs is more important than the fact that the 
two compounds differ with respect to other feature pairs. To reflect the relativ 

25 importance of the feature pairs, the weighting factors weigh the relative importance of 
the partial scores in the calculation of the overall similarity score. 

In the present embodiment, the comparison algorithm IV (figure 2) consists of : 

- encoding, in step 15, of leads or known ligand structures, under the form of 
fingerprints, following the same procedure as herebefore described, except for the fact 

30 that the used conformers are those directly generated by the run "Catalyst" soft of MSI 
algorithm, to which the sketches of these reference compounds are submitted as such; 

- introducing a scoring function, in step 16, which successively compares the 
distance distributions corresponding to each pair of features (fa, fb). 

First, the 21 partial scores expressed as pnorml(fa,fb), pnorm2(fa,fb) and 
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pcross(fa,fb), are calculated in the form of convolution products for every pair of 
features, as follows 

pnorml(fa.fb)= £ FP_mol1(fa,fb,i)*FP_mol1(fa,fb,j)*e' a(HnH) 
5 i,j=1...12 

pnorm2(fa,fb)= £ FP_mol2(fa.fb,i)*FP_mol2(fa,fb 1 j)*e^ (H) * (H) 
i,j=1...12 

pcross(fa,fb)= ]T FP_mol1(fa,fb,irFP_mol2(fa > fb,jre" a(4nh ' ) 
i,j=1...12 

10 where FP_moll and FP_mol2 are the fingerprints of the first compound, a reference one, 
and, respectively, the second compound, a tested one, i and j are variables looping over 
all the considered distance bins, as described at step 1 1 , and a an exponential damping 
factor. 

If pnorml(fa.fb) and pnorm2(fa,fb) are simultaneously zero, it means that the 
15 corresponding pairs of features do not occur in any one of the molecules; therefore, such 
combinations are ignored when evaluating the global similarity score between moll and 
mo12. Otherwise, the partial similarity score per feature pair, psim(fa.fb) is defined by : 



20 



psim(fa,fb)=2pcross(fa,fb)/[pnorm1(fa,fb)+pnorm2(fa,fb)] 

And the similarity score by a sim-score which involves a weighting factor 



sim-score=1-[£ W(fa)W(fb)psim(fa.fb)]/[ £ W(fa)W(fb)] 

where W(f) is the weighting factor for the feature pairs (fa, fb). 
25 In the sim-score expression, both sums are taken over the feature pairs (fa.fb) 

for which at least one of pnorml(fa,fb) and pnorm2(fa,fb) are not zero, e.g. the pairs that 

appear in at least one of the two molecules. 

The weighting factors W(f) are the tunable parameters of the method together 

with the exponential damping factor that controls the value of pnorml, pnorm2, pcross. 
30 The values of such tunable parameters are obtained by different calibration approaches, 

aimed to optimize the overall performance of the model. 

- in step 17, all the molecules mol2 of the potential library for which their similarity 

score, sim-score, with respect to the reference compound moll is less than a specified 

threshold are listed in order of increasing sim-score value. The approach can now 
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continue with the synthesis and testing of the compounds displaying the best scoring 
fingerprints, or alternatively, the structures output by the fast fingerprint screening 
method can be submitted to alternative, more precise, but much more time-consuming 
similarity-score evaluation schemes, too slow to be applied for the direct scoring of all 
5 the compounds in the potential library, but adapted to handle a set of typically 1000- 
10000 compounds retrieved after elimination of the compounds with no matching 
fingerprints. This coupling of a high-throughput scoring method based on fingerprints 
and a slow, but more accurate superimposition procedure combines the advantage of 
the rapidity of the former and the accuracy of the latter, in order to retrieve the best 

10 matching candidates out of the potential library. In a step 18, the candidates retrieved on 
the basis of a sufficiently high fingerprint similarity with respect to the reference 
compound, are submitted to a more elaborate evaluation of the diversity score, by a 
"ComPharm" superposition algorithm attempting to superimpose each of the candidate 
compounds on the reference molecule, such as to maximize the overlap of the 

15 pharmacophoric centers of the former with pharmacophoric centers of the same kind of 
the latter. This methodology is similar to the previously cited CoMFA approach in that it 
tries to find an optimal superposition of two compounds, but focuses on pharmacophoric 
features rather than on global molecular properties such as the steric or electrostatic 
fields. 

20 In a step 19, the ComPharm module retrieves the multiconformational models of 

the reference compound (comprising the conformers Ri^.-.-Rc) and the candidat 

compound (set of conformers C 1t C 2 C c ) from the ghosts database mechanism, 

together with the list of pharmacophoric feature lists, in the same way this was done by 
the fingerprint evaluation mechanism (see steps 11-12). 

25 In a step 20, a ComPharm similarity score is defined such as to measure the 

global degree of spatial overlap between the atoms that possess pharmacophoric 
features in the candidate and the corresponding atoms carriers of the same features in 
the reference molecule. Partial overlap scores per features pscore-ovrl(R,C,f) measure 
the degree of overlap for each of the previously considered pharmacophoric features fl- 

30 f6, for example the partial score of overlap between the hydrophobic groups in the 
candidate and the hydrophobic groups in the reference; between the positive charges in 
the candidate and the positive charges in the reference, etc. 

pscore_ovri(R,C,f)sum over {i=atoms of R having feature f} (sum over {j=atoms of C 
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having feature f} (exp(-a*dist(i,j) 2 ))) 

where dist(ij) represents the euclidian distance between atoms i and j in the current 
relative orientations of the molecules. Based on the definition of pscore_ovrt, partial 
5 similarity scores are defined in the following two different manners : 

pscore_sim_strict(R,C,f)=2*pscx)re_ovri(R,C,0/[(psc»re_ovri(R,R ) f)+pscore_ovrl(C,C 1 f)] 

pscore_sim_match(R,C,f)=pscore_ovrl(R,C,f)/ score_ovrl(R,R,f) 

10 

The strict similarity measure pscore_sim_strict reaches 1 only if R and C are 
identical. However, pscore__sim_match only measure what fraction of the features 
present in the reference will be matched by the candidate. If the candidate C includes R 
as a substructure, but has an arbitrary number of supplementary functional groups that 

15 are not present in R, pscore_sim_match will nevertheless reach 1, since all the features 
present in R are also present in C. In choosing pscore_sim_match rather than 
pscore_sim_strict to calculate the ComPharm similarity score, the user will penalize a 
candidate molecule for failing to present the required number of pharmacophoric centers 
overlapped on those of the reference, but not for introducing new features no present in 

20 the reference. With pscore_sim_strict, the candidate is expected to display neither too 
few nor too many pharmacophoric features, oriented as required to match those of the 
reference. 

As with the fingerprint overall score, the ComPharm overall score will be taken as 
a weighted average over all the considered features f of the pscore_sim terms, ignoring 
25 those features for which the denominators in the expressions of the latter are zero. The 
conesponding weighting factors W(f) and the damping factor alpha in the above 
exponential are the ones previously used by the fingerprint scoring function. 

In a step 21 , a ComPharm optimizer engine will use a genetic algorithm in order 
30 to find a pair of conformers (Ri.Cj) and the relative orientation in which they have to be 
brought in order to maximize the ComPharm overall score, as previously defined. This 
maximal ComPharm score will now be used to rerank the candidates retained after the 
fingerprint comparison step. 

In a following step, the chemical synthesis of the best ranking compounds will be 
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undertak n. 

Alt rnatively or cumulatively, a list of all the building blocks represented in the 
retrieved products is established and a generation focused combinatorial library is based 
on such BBs. 

5 The values of the weighting factors may be obtained by two possible 

approaches according to the specific search to be carried out, the General Diversity 
paradigm and the Receptor-Oriented paradigm. 

The General Diversity paradigm consists in choosing the weighting factors in 
order to obtain a similarity scoring function which successively discriminates between 

10 classes of ligands of different receptors. Given an arbitrary collection of clusters of 
ligands associated to different receptors, each cluster consisting of families of ligands 
that exclusively bind to the associated receptor, the «most diverse » subset of ligands 
retrieves one ligand per receptor if the scoring function on which this most diverse 
subset selection has been realized has an ideal discriminative power. Because a less 

15 discriminating function would select several ligands of the same receptor, while 
completely ignoring other ligand families, the weighting are optimized in order to improve 
the discriminative power of the distances between two molecules by using as an 
objective function the number of receptors for which at least one ligand has been picked 
out in the most diverse selection. Then the obtained weighting factors values 

20 characterize, if the number of receptors is sufficiently large, the average propensities of 
the bipolar pharmacophores to contribute to the anchoring of a ligand in a receptor site. 

The Receptor-Oriented Diversity paradigm consists in calibrating the weighting 
factors on the basis of primary screening results of a library against a given receptor, 
such as to minimize the average distance between any two active compounds and to 

25 maximize the dissimilarity scores between each active and any inactive compound. This 
calibration mode allows to define which pharmacophores are essential for the binding to 
a given receptor. 

Also, the screening of the ghost library can be performed by Recursive 
Partitioning, Neural Networks or other Quantitative structure-Activity Relationships, 
30 instead of similarity scoring, provided that sufficient information is available to perform 
the data-mining required for the calibration of the former methods. While similarity 
scoring has the advantage of requiring a single active compound to produce analogs 
thereof, it has the drawback of no knowledge concerning the molecular features that are 
the most important for the expected activity and therefore indiscriminately imposes that 
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all (both relevant and irrelevant features of the lead) have to be present in the retrieved 
analogs. 

Recursive Partitioning is a data mining method which, starting from a large set 
of experimental measures of an observable (the biological activity) establishes a 
5 clustering scheme with respect to a set of variables that determine the outcome of this 
experiment (molecular descriptors, i.e., the pharmacophoric fingerprints). The goal of the 
approach is to construct clusters that are homogeneous with respect to the value of the 
observable, which should fall within a same range (same class) for all the data points 
grouped together in a cluster. An input table specifying the activity class of each 

10 compound associated to the molecular descriptors characterizing that molecule is be 
provided in order to assign each compound to an "activity cluster" in function of the 
established "activity rules" and of the values of its representative descriptors. The 
program will find what the "most representative descriptors" are and what the threshold 
values of these descriptors define the belonging of a compound to one or the other 

15 family. The optimal "splitting rules" will define a "decision tree" in which the individual 
families are optimally enriched in "active" and respectively "inactive" compounds. 

According to a set of statistical rules, the algorithm selects which descriptors 
should be used and which threshold values to be taken in order to make the split. The 
molecules are then assigned to the corresponding "leafs" of the decision tree. A leaf of 

20 class 1 should ideally contain only active molecules. However, this is highly unlikely to 
happen in real life. Typically, each leaf contains both actives and inactives. If the relative 
ratio (Nr. actives/Nr. Inactives) tea f is larger than (Nr. Actives/Nr. Inactives) total population, 
then that leaf will be considered to be a leaf of class 1. The error committed when 
predicting the inactives in this leaf to be active is considered to be smaller than the one 

25 introduced if that leaf would have been labeled "class 2" and the actives contained in it 
would have been predicted inactives. The opposite is true for a leaf in which the relative 
concentration of actives falls below their concentration in the full set of molecules. In 
conclusion, leafs of class 1 are leafs that are enriched, whereas leafs of class 2 are 
impoverished in actives. 

30 This "data mining" approach thus extracts a set of features (pharmacophoric 

fingerprints) which appear more often among the active compounds in the learning set 
than in their inactive counterparts. The approach singles out the compounds that display 
the "important" features and "predict" that they should be active. 

In order to illustrate the General Diversity paradigm, six r ference ligands of the 
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DAT receptors (dopamine carrier / IDM) have been used to carry out a first proof-of- 
concept study. Compounds of different chemistries, ch mistry of functional 
rearrangements, reductive amination, amides, urea, carbamates and esters, have been 
sorted according to the filters and the general diversity paradigm according to the 
present method. This virtual screening approach suggested the synthesis of a 
combinatorial library of amides issued from 2 acids x 21 amines from a reductive 
amination of aromatic aldehydes. This small library of 42 compounds has been 
synthesized and tested, with very positive results, which are illustrated in Figure 3. 

These compounds are novel, quite different from the point of view of atomic 
connectivity and certainly belong to an "open" class of amides which can be easily 
synthesized and further optimized by means of focused libraries. The virtual screening 
approach therefore successfully discovered analogs, only 10 times less potent than the 
reference molecules, but displaying an obvious and well known retrosynthetic route. 

In this respect, the invention also relates to any compounds of general formula 
(I) represented in Figure 4, in which A represents C=0, C=S or CH-OH ; n and m, 
independently from one another, are 1, 2 or 3, Ar is an aromatic group, preferably 
selected from fluorene, benzylstyrene, 4,4'-biphenyle, phenanthrene. phenyle, 4- 
chlorophenyl and 4-bromophenyl, and in which the carbon atoms a and b can be bound 
to each other. More preferably, A represents C=0. Still more preferably, in the general 
formula (I), n and m are 2. Most preferred compounds are represented by the generate 
formula (I) in which A is C=0, n and m are 2, and the carbon atoms a and b are not 
bound. 

Some of the most active compounds, namely compounds (A), (B), (C) and (D), 
are represented in Figure 5. These compounds possess advantageous biological and 
structural properties for use in the pharmaceutical and/or agrochemical industry. In 
particular, said compounds can be used for inhibiting the binding of ligands to the DAT 
receptor, in vitro or in vivo, for the production of analogs thereof bearing different 
substituting groups as well as for the production of library of compounds. The invention 
thus also relates to a library of compounds comprising at least one, preferably a plurality 
of compounds as defined above. 

As indicated above, these compounds can be easily synthesized according to 
conventional chemical techniques known to those skilled in the art. In particular, they 
can be prepared from the precursor amine, as illustrated in the experimental section. 
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According to another example, analogs to the serotonine activity on the 5-HT 4 
receptor (ability of compounds to inhibit 5-HT 4 induced contractions of guinea-pig ileum 
preparations) have been retrieved according to the general-diversity scoring function of 
5 the invention. More specifically, the application of the present method to the generation 
of analogs of a lead compound active against 5HT 4 receptors has been tested. 

In this example, the fingerprint of compound S1 (shown in Figure 6) has been 
produced by conformational sampling according to the method of this invention, and a 
subset of 5 million fingerprints of the potential fingerprint library has been screened to 
10 retrieve the compounds with best scoring values. 

Starting from the 5HT 4 ligand S1 , the virtual screening approach retrieved : 

- a series of 60 carbamates. Their constituting building blocks (11 alcohols and 
28 amines) combined to yield a small combinatorial library of 7 alcohols x 15 amines = 
105 carbamates, since 4 alcohols and 13 amines had to be discarded due to availability 

15 and reactivity problems. 

- a set of 35 esters, which would have been circumscribed by a library of 8 acids 
x 7 alcohols = 56 compounds. Only the 8 best ranking esters, including the reference 
compounds itself, found to be a member of the screened subset of the fingerprint library, 
have been synthesized. 

20 These compounds have been screened on the 5HT4 receptor target to 

determine their binding ability, and thus verify the predictability of the present method. 
Table 1 outlines the results of the biological tests for all the 8 synthesized esters and the 
8 most active carbamates. 

25 Table 1 



NO. 


Product 


%INH (10 uM) 


IC 50 (NM) 


TYPE 


1 


S1 


104 


** 


ester 


2* 


%33518 


101 


** 


ester 


3* 


%33519 


104 


*•* 


ster 


4* 


%33520 


104 


** 


ester 
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5* 


%33521 


103 




** 


ester 


6 


%33522 


101 




** 


ester 


7* 


%33524 


103 




** 


ester 


8* 


%33539 


9 




Inact. 


ester 


9* 


%21910 


65,8 




9270 


carbamate 


10* 


%21947 


61,8 




4010 


carbamate 


11 


%21954 


51,3 




7360 


carbamate 


12 


%21961 


49,2 




32400 


carbamate 


13 


%21968 


57,1 




11070 


carbamate 


14 ' 


%21975 


64,3 




8460 


carbamate 


15* 


%21984 


64.4 


Inact. 


carbamate 


16 


%21989 


64,6 


5490 


carbamate 



Active compounds - * displays the actually predicted molecules. ** These esters have 
affinities of the same order than of magnitude than the reference compound, e.g., in the 
nanomolar range. 

5 In this regard, the invention also provides novel (chlorophenoxy) compounds 

having an original structure and advantageous biological properties. Said compounds 
are represented by the general formula (II) shown in Figure 7, in which Y is O, N or CH2 
and the substituent R comprises a heterocyclic group. In a particular embodiment, the 
substituent R comprises a heterocyclic group selected from the groups (G), (I), (J) or (K), 

10 in which n is 1 , 2, 3, 4 or 5 and R' is an alkyl, preferably a lower alkyl (having between 1 
to 5 carbon atoms), more preferably a methyl or ethyl group. Particular examples of 
group (K) are groups (E), (F) and (H). More preferably, in the general formula (II), Y is O 
and the substituent R comprises a heterocyclic group. Even more preferably, Y is O and 
the substituent R is represented by the formula (E) to (K) shown in Figure 7, in which n is 

15 1 , 2, 3, 4 or 5 and R' is an alkyl, as defined above. 

Specific compounds are compound (e) which is represented on Figure 7, and 
which corresponds to the general formula II wherein Y is O and R is (E); compound (f), 
which corresponds to the general formula II wherein Y is O and R is (F); compound (g), 
20 which corresponds to the general formula II wherein Y is O and R is (G); compound (h), 
which corresponds to the general formula II wherein Y is O and R is (H); compound (i), 
which corresponds to the general formula II wherein Y is O and R is (I) and compound 
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(j), which corresponds to the general formula It wherein Y is O and R is (J). 

These compounds possess advantageous biological and structural properties 
for use in the pharmaceutical andyor agrochemical industry. In particular, said 
compounds can be used for inhibiting the binding of ligands to the serotonin receptor 
5 5HT4, in vitro or in vivo, for the production of analogs thereof bearing different 
substituting groups as well as for the production of library of compounds. The invention 
thus also relates to a library of compounds comprising at least one, preferably a plurality 
of compounds as defined above. 

As indicated above, these compounds can be easily synthesized according to 
10 conventional chemical techniques known to those skilled in the art. In particular, they 
can be prepared from the precursor chlorophenoxy compound, in the presence of 
carbonyldiimidazole and the heterocyclic group, as illustrated in the experimental 
section. 

The invention also relates to any composition comprising the compounds of 
15 formula (I) and/or (II) disclosed above and a vehicle, for instance a pharmaceuticaliy 
acceptable vehicule (a saline, isotonic and/or physiologic solute, a gel, a surfactant 
and/or a stabilizing agent, etc.). Said compositions can be formulated in any appropriate 
device. 

These results show that the virtual screening approach of the present invention 
20 is able to: 

- successfully find the nearest neighbors of a compound out of a collection of 5 
million molecules. If very similar "me too" compounds exist in the virtual library, the 
method will almost certainly retrieve them. Actually, the reference ligand itself was a 
member of that virtual library and has been "rediscovered" by the virtual screening 

25 engine. While this may appear trivial, it is in fact a validation of the way in which the 
fingerprints were built on hand of multiconformational models. The reference fingerprint 
of S1 was generated on the basis of conformers of S1 directly provided by the Catalyst 
program, while the one stored in the potential fingerprint library was based on ghost- 
database conformers. Due to the "fuzzy" definition of the fingerprints and the definition of 

30 the similarity scoring function, these fingerprints remain highly similar in spite of the 
differences in the conformational search approaches at the basis of their construction. 

- identify and define a different family of ligand -carbamates-, which, although not 
always as potent as the reference compound, are much easily available through 
combinatorial synthesis and represent a class on which further optimization work can be 
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done by means of focused libraries. While the overall pharmacophore distribution in the 
carbamates and in the original ester are highly similar and the atom connectivity is still 
fairly well preserved (e.g. the indole ring is conserved in all the active carbamates), this 
is nevertheless a distinct, novel class of 5HT 4 ligands. 
5 - ensure an important hit rate among the compounds that are actually predicted - 

the virtual screening "hits", with respect to the rest of the compounds in the 
combinatorial matrix synthesized in order to circumscribe these hits. Out of the 14 active 
compounds, 7 were virtual screening hits. The virtual screening had predicted that 17 
molecules should have been active and 7 actually did - this is a very good success rat 

10 for such a simple pattern recognition algorithm. 

As another validation of the present screening and analoging method, a biased 
library of 6400 compounds, focused around of a BZDc-receptor hit obtained from a 
primary screening of a lead seeking library. Since the lead found in the lead seeking 
library were already combinatorial products of the type A-B, this biased library was 

15 obtained by retrieving, using the FBPA-similarity scoring approach with the "general 
diversity" parameters, sets of similar analogs A\ of the building block A, plus sets of 
similar analogs B^ of the building block B, and then synthesized all the 6400 resulting 
products AyB', (left-right analoging strategy). This biased library was then submitted to 
high-throughput screening against the BZDc receptor, at the same concentration of 10' 5 

20 mol/l used to screen the initial, lead-seeking library. As shown in the following table 2, a 
sensible increase in the hit rate of the focused library with respect to the lead-seeking 
library can be evidenced. Furthermore, the biased library is specifically enriched in 
highly active compounds, which occur 5 times more often in the biased library, while 
representing very rare event in the lead seeking library. 

25 



Table 2 



%OF 
INHIBITION 

at 10-5 M 


LEAD- 
SEEKING 
LIBRARY 


Focused library 


Enrichment 

FACTORS OF THE HlT- 
RATE 


# of Hit 
Hits rate 


# of Hits Hit rate 


> 50% 


30 


1.63 


221 


4.85 


2.9S 
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> 70% 


12 


0.65 


82 


1.8 


2.77 


> 80% 


6 


0.33 


67 


1.47 


4.45 


> 90% 


4 


0.22 


53 


1.16 


5.27 



Several other validations tests of the Fuzzy Bipolar Pharmacophore 
Autocorellogram (FBPA) metric have been performed and one of the most relevant ones 
consisted in discriminating between ligands of farnesyl-protein-transferase (FPT). Using 
5 the most active farnesyl-protein-transferase (FPT) and inactive compounds. Using the 
most active FPT inhibitor as a reference ligand, the method of this invention successfully 
discriminated between active compounds (consisting of a class A of inhibitors that 
shared a common skeleton with the reference plus a structurally distinct class B) and 
inactives I (Figure 8). In particular, the results presented in Figure 8 show that the 

10 similarity scores obtained indeed correlated with the activity of the molecules, i.e., that 
the Fingerprints produced can allow the production of focused libraries of compounds 
with increased hit rates. 

The recursive partitioning approach has been validated on hand of 15025 
compounds previously analyzed for activity against the mu receptor. The chemist's 

15 classification of compounds into "hits" and "inactives" has been adopted as such. In this 
study, all the selected "hits" were assigned into a class "1", while the inactives were 
labeled as members of the class "2". According to this classification, 67 compounds out 
of the 15025 (0.445%) were active molecules. Obviously, this classification into actives 
and inactives is artificial and, while we can be pretty confident that the compounds in 

20 class 1 are indeed u ligands (they cover a wide range of activity: from nanomolar to 
micromolar IC50 values), some of the molecules that are input as examples of inactive 
compounds to the model are actually active as well. This is an unavoidable source of 
error of any model bound to interpret raw HTS data, unless huge effort is spent to 
characterize every compound of the library in terms of precise IC50 measurements. The 

25 model must be robust enough in order to accommodate a certain fraction of "false 
negatives" without a serious disruption of its learning process. The success parameters 
of the model in classifying a compound as active or inactive may be somehow 
underestimated due to this problem. Classifying a "false negative" as active counts as an 
error from the point of the view of the model, but is actually none. 

30 The totality of 15025 molecules was then split into 3 different learning sets LS,, 
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LS 2 , LS 3 containing each 22, 22 and respectively 23 active compounds, dispatched such 
as to ensure a homogeneous representation of the main families of actives in each one 
of them. Each LS contains representatives of morphine derivatives, amides, sulfonates 
and carbamates. 

5 The pharmacophore fingerprints of active and inactive molecules were analyzed 

as disclosed before and a decision tree was defined. The RP decision tree built on hand 
of the learning set has then been used to predict the actives in sets LS 2 and LS 3 
while the tree calibrated on LS 2 was used to search for actives in LS 1f and LS 3 . The 
average quality criteria of these test runs are given in the table below. As expected, the 
10 success rates on sets that were not used for calibration are still significant, while much 
lower than those obtained on the calibration sets. 



QUALITY 
CRITERIA 


TEST SETS 


LEARNING SETS 


%DA 


36.67% 


95.45% 


%HD 


7.86% 


19.81% 


EF 


17.6 


46.4 



%DA : The fraction of discovered actives, e.g., the fraction of actives that a user would 
discover when screening only the subset of compounds predicted by this algorithm, with 
15 respect to the whole number of actives he would obtain if taking the effort to screen the 
complete set of available compounds. 

%HD : The hit density, representing the relative fraction made up by actives among the 
subset of compounds predicted to be active by the algorithm. 

EF : The enrichment factor, representing the ratio between the high density in the 
20 enriched subset of compounds predicted to be active, with respect to the "blind" hit rate 

in the complete set of available compounds/ 

The above disclosed RP trees' method based on fingerprints of this invention 

was compared to RP trees based on standard topological and shape descriptors. For 

that purpose, alternative RP trees were constructed on hand of the same learning sets, 
25 using the standard descriptors set available under Cerius2 - including shape, structural 

and topological descriptors, as well as the total charge of the molecule and the AlogP 

value. Their predictive powers on the testing sets not used for calibration is given in the 

following table: 
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Quality criteria 


Fingerprints 


Standard descriptors 


%DA 


36.67% 


27.77% 


%HD 


7.86% 


7.46% 


Ef 


17.6 


16.7 



The most significant advantage brought by the fingerprints of the present 
invention consists in an improvement of 9% of the capacity to recognize "foreign" 
actives, not used for calibration. The most likely explanation of this difference is that 
5 compounds not used at the calibration step, which are displaying a similar 
pharmacophoric pattern, but a different topology with respect to some compounds used 
at calibration, are more likely to be recognized as "actives" when using fingerprints. A 
difference in topology may have important consequences on the 2D-descriptor values, 
without affecting the pharmacophoric pattern and the activity, and therefore cause the 

10 misclassification of that molecule by a 2D-descriptor-based, but not by the FBPA-based 
decision tree. Besides, another important advantage in working with Fingerprints 
according to this invention resides in the much smaller effort required to evaluate them. 
The generation of Fingerprints files for the 15025 molecules took roughly 15 minutes, 
while 1 8 hours were necessary to complete the standard descriptor calculations (on the 

15 same R1 0000 CPU). 

The invention is not limited to the examples as described and illustrated, In 
particular, different reference libraries corresponding to different chemistries can supply 
the reference library of the Bbs. In other respects, the present invention can be applied 
to different contexts, for instance to search analogs to a given product having specified 

20 chemical properties (a detergent, ... ). 

Experimental Section : Protocols for the synthesis of the compounds of formula (I) and 

oa 

25 1. Synthesis of compounds (\) 

This example specifically illustrates the synthesis of compound (A) represented in Figure 
5. The protocols and methodologies described can be easily applied to the synthesis of 
any compound of general structure (I) by the skilled artisan, using common general 
30 knowledge. 
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1.1. Synthesis of the precursor amine 

In a 50 mL balloon, under magnetic steering, 337.16 mg of TBTU (1.05 mmol; 1.15 eq.) 
are added, and dissolved in 3.89 mL DMF to obtain a 0.27 M solution. 205.96 mg of 3- 
benzoylbenzoic acid (0.91 mmol; 1 eq.) are added, to which 215.4 pL DIEA (1.75 mmol; 
19 eq.) are added. The solution is steered for 3 minutes. 156.24 mg N-Boc-piperazine 
(0.84 mmol; 0.9 eq.) are the added, and the solution is steered overnight at room 
temperature. The solution is concentrated by vacuum and the resulting oil is suspended 
in 3 mL methanol. The solution is steered for 10 minutes, and 10 mL Na 2 C0 3 are then 
added. An extraction is then performed with 10 mL DCM, twice. The organic phases are 
pooled and washed once in 10 mL Na 2 C0 3 1M, twice in 10 mL HCI 1M, and once in 10 
mL distilled water. The organic phase is dried on MgS0 4 and the solvent is evaporated 
under vacuum. 

A brown oil (368 mg) is thereby obtained. It is suspended in 1.68 mL of a TFA / DCM 
solution (50/50), and steered for 1 hour at room temperature. The solvent is evaporated 
under vacuum and the resulting oil is suspended in 3 mL acetonitrile. The solution is 
placed in a dryer. 279 mg (0.68 mmol; yield: 81.6%) of the expected precursor amine 
are obtained in the form of a yellow oil. 

1 .2. Synthesis of compound (A) 

In a deep-well, 22 pL of a 0.25 solution of the precursor amine in DCM (5.5 pmol; 1.1 
eq.) are introduced, together with 50 pi of a 0.1 M (5 pmol; 1 eq.) solution of 3- 
fluorenecarboxaldehyde in DCM. The deep-well is steered at room temperature for 5 
minutes. Then, 25pl of a suspension of Tris Sodium acetoxyborohydrate 0.5 M (12.5 
pmol; 2.5 eq.) in DCM are added and the deep-well is steered overnight at room 
temperature. The solvent is evaporated and the resulting oil is suspended in 100 pi 
DCM. The hydrate excess is neutralized by 15 pi NaHC0 3 1 M (3 eq.) and the deep well 
is strongly steered. The solvents are evaporated and compound (A) is obtained. 

This protocol can easily be transposed to other compounds of general structure (I) 
having different aromatic groups, by using the corresponding aldehyde. Also, the precise 
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conditions can be adapted by the skilled artisan. 

2. Synthesis of compounds fit) 

5 This example specifically illustrates the synthesis of compound (e) represented in Figure 
7. The protocols and methodologies described can be easily applied to the synthesis of 
any compound of general structure (II) by the skilled artisan, using common general 
knowledge. 

10 In a deep-well, 50 pi of a 0.1 M solution of 2-{hexamethylene imino) ethanol in DMF (5 
pmol; 1 eq.) and 42 pi of a 0.247 M solution of N, N'-carbonyldiimidazole in THF (10.3 
pmol ; 2.1 eq.) are introduced. The deep-well is steered at room temperature for 2 hours. 
50 pi of a 0.1 M solution of 2-(2-chlorophenoxy) acetamidinium chloride in DMF (5 pmol; 
1 eq.) are then added. The deep-well is steered at room temperature for 12 hours; and 

15 compound (e) is obtained. 
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CLAIMS 

1. A method for rapidly retrieving similar, and therefore potentially active 
5 synthetic analogs of a lead compound, from a reference library of building block 
compounds and from synthesis protocols for the combinatorial synthesis of the said 
analogs, the said method comprising the steps of : 

- selecting building blocks in the reference library by a chemical filter algorithm 
comprising elementary chemical rules and, optionally, reactivity prediction models based 

10 on specific reactivity descriptors, the selected building blocks being valid reaction 
partners in the chemical processes of the combinatorial synthesis, detecting their 
reactive centers and converting their molecular sketches into radicals (the substructures 
that make up the combinatorial products); 

- building 3D-multiconformational models of these radicals by linking them 
15 temporarily to a bulky spacekeeper group and submitting the resulting complex to 

conformational sampling run yielding a collection of 3D conformers, then removing the 
spacekeeper in order to ensure that the reactive centers of the conformers are sterically 
accessible and its free valency points towards a region of free space previously occupied 
by the spacekeeper; 

20 - registering these 3D-conformers, after verifying that they comply with certain 

sterical hindrance and conformational diversity criteria, into a 3D-radical database that 
serves as an input for a "ghost database" of combinatorial products, the "ghost 
database" comprising an algorithm emulating a database of combinatorial products in 
instantly generating the structure of any such product by linking together the registered 

25 conformers of the constituting radicals; 

- for any molecular structure that is accessible within the ghost database, 
detecting any atom that displays physical property features of the pharmacophoric type 
on the basis of elementary rules accounting for the chemical nature of such an atom and 
the molecular environment in which it is placed, these pharmacophoric features being 

30 involved in determining the intensity of intermolecular interactions and comprising at 
least some of the hydrophobic, aromatic, hydrogen bond donor, hydrogen bond 
acceptor, anionic and cationic characters, and listing all the possible bipolar 
pharmacores in which each atom displays one of said pharmacophoric features; 

- for each bipolar pharmacores detected in the said molecular structure, 
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calculating all the distances between the involved atoms in even/ conformation of this 
molecule and creating a distance distribution density; 

- generating a conformational fingerprint vector that contains the distance 
distribution densities of all the pairs of pharmacophores associated to a current 

5 conformation of the molecule, calculating an average molecular fingerprint from the 
conformational fingerprints of all the considered conformations and registering this 
average molecular fingerprint to constitute and supply a potential library, 

- defining a scoring function to evaluate a measure of similarity between two 
molecular fingerprints, accounting for the relative importance of the pharmacophoric 
10 features owing to weighting factors that are calibrated in order to maximize a 
discriminative power with respect to different binding affinities; and 

- generating the fingerprints of the lead compound, comparing these fingerprints 
to each molecular fingerprint of the potential library according to the above scoring 
function and selecting the molecules of the potential library for which the scoring function 

15 gives score values less than a specified threshold. 

2. A method according to claim 1 , characterized in that the weighting factors of 
the scoring function are calibrated in order to maximize the discriminative power 
between families of ligands of different receptors in a « General Diversity paradigm » by 

20 using as an objective function the number of receptors for which at least one ligand has 
been picked out in the most diverse selection. 

3. A method according to claim 1 , characterized in that the weighting factors of 
the scoring function are calibrated in order to maximize the discriminative power 

25 between the compounds that bind to a given receptor, in contrast to those that have no 
binding affinity with respect to it, in a « Receptor-Oriented Diversity paradigm » by 
primary screening results of a library against a given receptor, such as to minimize the 
average distance between any two active compounds and to maximize the dissimilarity 
scores between each active and any inactive compound. 

30 

4. A method according to anyone of the preceding claims, characterized in that 
preliminary checking steps in order to discard current building blocks which could include 
potentially interfering reactive groups and/or to add functional groups to a building block 
prior coupling are includ d. 
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5. A method according to anyone of the preceding claims, characterized in that 
the yielding of 3D conformers is completed with an encoding structural information step 
over a geometrical filter, by extracting from a conformational fast sampling analysis of 
5 the molecular structures of 2D-sketches of the selected radicals in connection with 
pharmacophoric features and with respect to each specific chemical group involved in 
each radical to detect and discard remaining conformations of important steric hindrance 
around the reactive center and conformations similar to other sampled ones. 

10 6. A method according to anyone of the preceding claims, characterized in that 

the building blocks currently available from a reference library and a set of synthesis 
protocols are regularly updated, each such update automatically triggering the update of 
the potential libraries. 

15 7. A method according to claim 1, characterized in that it is integrated to a 

discovery paradigm defining a feedback loop starting from a primary, "blind" screening of 
a compound library, and including the steps of identification of active compounds, 
training and adjusting parameters of a predictive model to recognize the specific features 
of active compounds, retrieval of potentially active analogs for these compounds out of a 

20 reference library according to the instant method, synthesis of these analogs and 
screening to refine the parameters. 

8. A method according to anyone of the preceding claims, characterized in that it 
comprises essentially the following steps: 
25 - scanning a reactivity profile of the current synthesis consisting of required 

groups and interfering groups (step 1); 

- checking if the selected building block contains a single molecule and deleting 
the counterions (step 2); 

- checking the presence of any interfering groups in the selected building block 
30 and discarding such current building block (step 3); 

• checking the presence of required functional groups in the building block and 
figuring out the reactive center involved in the bond with a second building block to form 
reactive partner radicals (SI.S2), eliminating the leaving groups (step 4); 

- adding hydrogens to the heavy atom skeleton of the sketches of each radical 
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(SI.S2), at least six pharmacophore features, aromaticity, hydrophobicity, hydrogen 
bond donor or acceptor property, positive and negative charge of every atom, being 
checked and listed (step 6); 

- anchoring the 2D-sketch of the radical with its free valency to the bulky 
5 spacekeeper group (step 7); 

- submitting the resulting 2D-sketch of this compound to known conformational 
sampling run, yielding a collection of conformers (step 8); 

- severing and deleting, for each of the conformers obtained (step 8), the 
spacekeeper moiety, restoring the free valency of the radical which now points towards 

10 the empty region previously occupied by the spacekeeper (step 9); 

- performing, for each retained conformer, a coordinate transformation in a 
reference system (OXYZ), in order to place the reactive center in the origin of the 
reference system and to align the free valency along the Z-axis (step 9); 

- generating a list of all the compounds that are obtained by coupling each 
15 radical (S1 ) with every one of its partners (S2) (step 10); 

- looping over all pairs listed (step 10) and storing current pairs of radicals (S1, 
S2) together with all their available conformers, as obtained (step 9) and the lists of 
pharmacophoric features of the composing atoms formerly used, the pharmacophoric 
features of the atoms linked by new bonds being reevaluated (step 11) 

20 - linking each conformer (S1i) of the first radical (S1) with each conformer (S2j) 

of the second radical (S2) in minoring the coordinates of the latter with respect to the 
XOY plane, translating them along an axis (Z) in order to restore the correct length of the 
newly formed bond between the conformers ; and rotating around the new axis (step 
12); 

25 - in order to construct the distance distribution density of pairs of 

pharmacophoric features, evaluating a complete set of interatomic distances for the 
current conformation of each dimer; all the distances between pairs of atoms which 
match a given pair of pharmacophoric features being classified into distance classes 
(step 13); 

30 - representing a generated conformational fingerprint vector describing the 

current geometry with a number of elements with respect to the number of combinations 
that can be obtained with the pharmacophoric features, each fingerprint element (FP) 
being equal to the number of atoms pairs matching a given pair of pharmacophoric 
features (fa.fb) and which are separated by a distance which falls within an above- 
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mentioned distance class (step 14); 

- summing the conformational fingerprints to obtain a molecular fingerprint 
vector, and norming this sum with respect to the numbers of considered conformers of 
the product to obtain an average molecular fingerprint which is stored in association with 

5 the identification codes of the radicals which compose that product; the collection of all 
the fingerprints of all the possible coupling products between all building blocks 
qualifying the initial synthesis processes and defining potential libraries, (step 14); 

- encoding of leads or known ligand structures, under the form of fingerprints, 
following the same procedure directly generated by a run conformational algorithm, to 

10 which the sketches of these reference compounds are submitted as such (step 15); 

- introducing a scoring function, which successively compares the distance 
distributions corresponding to each pair of features (fa, fb). (step 16) and 

- listing all the molecules (mol2) of the potential library for which their similarity 
score with respect to the reference compound (moll ) is less than a specified threshold 

15 owing to a sorting function in respect of the similarity score value (step 17). 

9. A method according to claim 4, characterized in that specific chemical 
groups involved are checked, considering that : 

- aliphatic amino groups are under cationic form, while aromatic amines are taken 
20 as neutral; 

- a special flag is used to signal the presence of imidazole rings, which may 
appear under physiological conditions, at neutral pH, under both protonated or 
unprotonated form; 

- carboxylate, sulphonate, phosphate groups and tetrazoles are considered to be 
25 anions. 

10. A method according to claim 5, characterized in that steric hindrance 
criteria are then performed in order to check whether the spacekeeper strategy has 
managed to insure an appropriate accessibility for the reactive center for every 

30 conformation, these criteria comprising : 

- a comparison of the interatomic distances in the different conformations in 
order to make sure that the retained conformers are not redundant; 

- an energy criterion discarding higher-energy conformers found to have an 
almost identical geometry with respect to lower-energy conformations. 
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11. A method according to claim 8, characterized in that the classification of the 
calculated interatomic distances in every pair of pharmacophoric features is done in a 
"fuzzy" manner, in order to avoid classification artifacts. 

5 

12. A method according to anyone of the preceding claims, characterized in that 
the reactivity profile includes transformers to be coupled to the reactive center of a first 
building block prior to its coupling to a second building block, each synthesis protocol 
involving functional transformer to be appended to the first building block. 

10 

13. A method according to anyone of the preceding claims, characterized in that 
the bulky spacekeeper group is a tris(triiodosilyl)methyl-entity. 

14. A method according to anyone of the preceding claims, characterized in that, 
15 the number of pharmacophoric features being six, a generated conformational fingerprint 

vector describing the current geometry is represented with a 252-element vector. 

15. A method according to anyone of the preceding claims, characterized by a 
superposition test consisting in trying to superpose the conformers of each selected 

20 molecule on the conformers of lead compound, in counting the number of functional 
groups of the lead compound which are covered by similar groups of the selected 
molecule and in selecting the molecules having good fingerprint similarity scores and 
good superposition scores. 

25 16. A method according to anyone of the preceding claims, characterized in that 

synthesis of the retrieved structures are performed from the potential library, and subject 
to biological testing, and that a list of all the BBs represented in the retrieved products is 
established and a generation focused combinatorial library is based on such BBs. 

30 17 A library of potential combinatorial products, characterized in that each 

potential combinatorial product is represented in this library by its molecular fingerprint 
vector obtained as disclosed in anyone of the preceding claims and by identification 
codes of the radicals that compose this product. 
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18. A method of identifying analogs of a compound, comprising the preparation 
of the fingerprint of said compound, and the screening of the library of claim 17, for 
similarity scoring. 

5 19. A method of identifying anaiogs of a compound, comprising the preparation 

of the fingerprint of said compound, and the screening of the library of claim 17, by 
recursive partitioning. 

20. The use of Fingerprints as molecular descriptors for data-mining approaches, 
10 such as recursive partitioning or other quantitative structure-activity relationships. 

21. A compound of general formula (I) represented in Figure 4, in which A 
represents C=0, C=S or CH-OH ; n and m, independently from one another, are 1 , 2 or 
3, Ar is an aromatic group, and in which the carbon atoms a and b can be bound to each 

15 other. 



22. A compound of the general formula (II) shown in Figure 7, in which Y is O, N 
or CH2 and the substituent R comprises a heterocyclic group. 
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